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Supplemental Experimental Procedures
Methylation-sensitive Southern blot Kit purified genomic DNA was digested using HpaII restriction endonuclease for six hours before separation by gel electrophoresis. reported previously (Kanhere et al., 2012) . ChIP-Seq data for Ezh2 was downloaded from GEO (GSM327668, .!Sequence reads were aligned using Bowtie (default settings). Wig files were generated by calculating tag density in 10bp windows and normalized to reads per million total reads using in-house R scripts. The data for ChIP sequencing runs were then background corrected (input for Suz12 ChIP, H3 for H3K27me3 ChIP) and average-binding profiles across TSSs (for all genes, up-regulated genes and down-regulated genes in Dnmt3L A/A SSCs) plotted using a custom R script. PRC2 target genes were selected as those bound by both Suz12 and Ezh2 in mESC according to the data of Ku et al.,! (Ku et al., 2008) . with samples by pipetting and left at room temperature for 10 minutes. After, samples were moved to magnets to isolate magnetic beads from solution.
Supernatant was removed and beads were washed twice with 80% ethanol.
Samples were removed from magnets and DNA was eluted of beads into 10mM Tris-HCl pH 8.0. and left at room temperature for 10 minutes.
Sequencing was performed on an Illumina NextSeq 500.
!
Alignment and analysis of MethylC-seq data
Raw FASTQ files were trimmed for adapter a sequence, preprocessed to remove low quality reads and aligned to the mm10 reference genome as previously described in (Lister et al., 2011 (Hon et al., 2013 ).
Calculation of methylation levels
All methylation levels that were calculated from WGBS data were determined using the weighted methylation levels described in (Schultz et al., 2012) Differential gene expression analysis in prospermatogonia RNA-seq data from e16.5 prospermatogonia was previously described by Seisenberger et al. (Seisenberger et al., 2012) and obtained from the European Nucleotide Archive (ERP001953). To identify PSG specific transcripts, RNA-seq data from mouse lung fibroblasts (GEO Accession number GSM521651) was used for comparison. A list of highly and lowly expressed genes was obtained using the Genestack Platform GFP staining of 1dpp testes sections 1dpp/newborn animals were sacrificed and testes were harvested from male animals and fixed and frozen in OCT as previously described. Sections mounted on slides were fixed for 10 minutes at room temperature with 4%
PFA, followed by two washes in PBS + 0.1% Triton X-100 (PBT). Slides were then blocked in Blocking Solution (PBT + 1% BSA +0.15% Glycine) for one hour at room temperature before addition of anti-GFP antibody in Blocking Solution and incubating overnight at 4 o C. The next day, slides were washed with PBT several times before incubation with secondary antibody (details) and incubated in the dark at room temperature for one hour. Slides were then washed several times with PBT before mounting. Analysis and image capture was performed on a Zeiss Axio Observer Z1 fluorescent microscope.
